This protocol describes a single-step technique for the purification of RNA. Cells are homogenized in guanidinium thiocyanate and the RNA is purified from the lysate by extraction with phenol-chloroform at reduced pH 1 . This method allows many samples to be processed simultaneously and quickly. The yield of total RNA depends on the tissue or cell source and is generally in the range of 4-7 µg per ml starting tissue or 5-10 µg per 10 6 cells. All reagents used in this protocol must be prepared with diethyl pyrocarbonate (DEPC)-treated H2O.
4|
Centrifuge the tube at 10,000g at 4 °C for 20 min and then transfer the upper, aqueous phase containing the extracted RNA to a fresh tube.
5|
Add an equal volume of isopropanol to the extracted RNA. Mix the solution well and allow the RNA to precipitate at -20 °C for at least 1 h.
6|
Collect the precipitated RNA by centrifugation at 10,000g at 4 °C for 30 min.
7|
Carefully decant the isopropanol and dissolve the RNA pellet in 0.3 ml of solution D for every 1 ml of this solution used in Step 1.
8|
Transfer the solution to a microcentrifuge tube, vortex it well and precipitate the RNA with 1 volume of isopropanol at -20 ºC for 1 h or more.
9|
Collect the precipitated RNA by centrifugation at maximum speed at 4 °C for 10 min in a microcentrifuge. Wash the pellet twice with 75% ethanol, centrifuge again and remove any remaining ethanol with a disposable pipette tip. Allow the pellet to air dry for a few minutes before dissolving it in 50-100 µl of DEPC-treated H 2 O and storing at -70 °C.
10|
Estimate the concentration of the RNA by measuring the absorbance at 260 nm of an aliquot of the final preparation. 
